subculturing reddish epidermal callus to embryo induction medium 





X 



1 



mprising case^T^hydrolysate and NH/ and/or NO ,' to form embryogenic callus; 

(c) culturing said embryogenilr^Gallus on developmental medium containing an 
osmotic pressure increasing agent : 

(d) culturing said embryogenic callus on maturation mecfitKQ^and 

(e) recovering poinsettia plants from said embryos. 



(Twice Amended) A method for producing transgenic poinsettia plants, comprising [the 



steps o 





(a) intubating poinsettia plant tissue explants that produce reddish epidermal callus 
on auxin- and c\abkinin-containing callus induction medium; 

(b) culturing reddish\epidermal callus on embryo induction medium comprising 
casein hydrolysate and NH/ and/or NO ; to form embryogenic callus; 
(c) 

(i) introducing an expression v^tor into said incubating embryogenic callus 
to produce transformed embryogenic callus, wherein said expression vector 
comprises a selectable marker gene and a second foreign gene, or 

(ii) introducing two expression vectors into said incubating embryogenic 
callus to produce transformed embryogenic callus, wherein one of said expression 
vectors comprises a selectable marker gene, and whereins^the second of said 
expression vectors comprises a second foreign gene; 

wherein the vector or vectors are introduced into the incubating 
embryogenic callus bv co-incubating the callus with Agrdhacterium 
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tumeSaciens containing the v ector or vectors, by microprojectile-mediated 
delivery of the vector into the callus, or bv electroporation: 
culturing said transfonne^nAryogenic callus on selection medium; 

(e) culturing said transformed ^m^agenic callus containing embryos on 
developmental medium containing an osmotic pressnrfrin creasing agent; 

(f) culturing said transgenic embryos on maturation medium; ant 

(g) recovering transgenic plants from said transgenic embryos. 

17. (Amended) The method of claim 6, wherein the expression of said second foreign gene 
confers resistance to disease caused by an organism selected from the group consisting of virus, 
bacterium, and fungus [and insect]. 

^^^18^-TAl^n^ foreign gene dismptS thC 

function of said virus, and wherein said vims-disru^unrgeTie^ selected from the group 
consisting g£nes_encMng [of] viral coat protein, 2'-5' oligonucleotide syntheTase^viral genome 
antisense RNA, and pokeweed antiviral protein. 

19. (Amended) The method of claim 6, wherein said second foreign gene confers resistance to 
an insect, and wherein said insect resistance gene encodes a protein [is] selected from the group 
consisting of tryptophan decarboxylase, lectin, and Bacillus thuringiensis toxin 



^jfij^p?. (Tories-amended) A method for producing transgenic poinsettia plants, comprising [the 

steps of]: 

^/ ( a ) incubating poinsettia plant tissue explants tf 




reddish epidermal callus in 



auxin- and cytokinin-containing callus induction medium; 
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(b) culturing embryogenic callus produced on said callus induction medium in liquid 

and/or NO, containing embryo induction medium; 
(X filtering the culture and culturing the filtrate in fresh liquid embryo induction 
mediuta; 

(d) filtering the culture and culturing the filtrate on solid embryo induction medium; 

(e) culturing embryos produced on said embryo development medium on maturation 
medium; 

(f) culturing said\mbryos on callus induction medium; 

(g) culturing epidermal callus produced on said callus induction medium on embryo 
induction medium to form embryogenic callus; 
(h) 

(i) introducing an expression vector into said embryogenic callus to produce 
transformed embryogenic callusNvherein said expression vector comprises a 
selectable marker gene and a second foreign gene, or 

(ii) introducing two expression vectors into said embryogenic callus to 
produce transformed embryogenic callus, whetein one of said expression vectors 
comprises a selectable marker gene, and whereinMhe second of said expression 
vectors comprises a second foreign gene; 

wherein the vector or vectors are introduced into the incubating 
embryogenic callus by co-incubatin g the callu\ with Avrobacterium 
tumefaciens containing the vector or v ectors, hv micrWojectile-mediated 
delivery of the vector into the callus, or bv electroporatioh: 
(i) culturing said transformed embryogenic callus on selection mediur 
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(j) culturing slftd transformed embryogenic callus containing embryos on 
developmental medium containing an osmotic pressure increasing agent : 
(k) culturing said transformed embryos'iM^maturation medium; 
(1) recovering transgenic plants from said transgenfoembryos. 



51. (Amended) The method of claim 39, wherein the expression of said second foreign gene 
confers resistance to disease caused by an organism selected from the group consisting of virus, 
bacterium, and fungus[, and insect]. 



ended) The method of claim 51, wherein said second foreign gene disrupts the 
function of said virusT^nd^wherein said virus-disrupting gene is selected from the group 
consisting genes encoding [of] viral coatpf&teij^'-S' oligonucleotide synthetase, viral genome 
antisense RNA, and pokeweed antiviral protein. 



,0 
*(J 




53. (Amended) The method of claim 51, wherein said second foreign genfes&infers resistance to 
an insect, and wherein said insect resistance gene encodes a protein [is] selected frqm the group 
consisting of tryptophan decarboxylase, lectin, and Bacillus thuringiensis toxin 

lended) The method of claim 73, wherein the expression of said second foreign gene 
confers resistance to^Bs^ase caused by an organism selected from the group consisting of virus, 
bacterium, and fungus [, and insect] 

77. (Amended) The method of claim 76, w!tei^in said second foreign gene disrupts the 
function of said virus, and wherein said virus-disrupting^g^ie is selected from the group 
consisting genes encoding [of] viral coat protein, 2 '-5' oligonucleotide^nthetase, viral genome 
antisense RNA, and pokeweed antiviral protein. 
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LS^* (Amended) The method of cl^mJ^wherein said second foreign gene confers resistance to 
an insect, and wherein said insect resistance gene eficed.es aprotein [is] selected from the group 
consisting of tryptophan decarboxylase, lectin, and Bacillus thuringiensisft 



<Cj ^ J01 . (Amended) A method for in vitro regeneration of poinsettia plants comprising [the 

steps orTv r * / 

t5^ ^ instituting poinsettia plant tissue explants that produce epidermal callus on 

C^r ( auxin- and cvtokinin-cofitaining callus induction medium; 

\v e^n try cyz-+ ,c "3 

(b) subculturing reddish epidermal callus to NH/ and/or NO-." containing embryo 



induction medium to form embryogenic cat 

(c) culturing said embryogenic callus on developrfte^tal medium containing an 
osmotic pressure increasing agent : 

(d) culturing said embryogenic callus on maturation medium; and 

(e) recovering poinsettia plants from said embryos. 




Please add the following claims: 




e expr ession of said second foreign gene 



1 1 0. The method of claim 6, wherein the expression of said second foreign gene 
confers resistance to an insect. 

HL The metfioToT^lHmr 
confers resistance to an insect. 

1 12. The transgenic poinsettia plant of claim 73, wherein the expression of said second 
foreign gene confers resistance to an insect. 
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